Supplementary Data

Materials and Methods
Materials and media. Bacterial cultures were grown in liquid M9 minimal medium with 1% glucose and a mixture of amino acids (10 µg/ml each) (15) and plated on rich LB agar plates as described previously (15) . Nalidixic acid, ampicillin, chloramphenicol, trizma-base proteinase-K agarose beads and agarose beads were obtained from Sigma (St. Louis, Missouri). Sep-Pak cartridge was obtained by Waters (Milford, Massachusetts) . Methanol and acetonitrile were obtained by BioLab (New-York, USA).
Bacterial strain. We used the following sets of E. coli strains: MC4100relA + , and its acetonitrile. Fraction that had EDF activity was eluted at 20% acetonitrile; and vi) Active fraction was purified by HPLC chromatography (using a gradient of 2%-98% acetonitrile at a low rate of 1.3%/min). EDF was eluted at the elution time of 20.5min.
Mass spectrometry analysis.
Mass spectrum of the HPLC purified and EDF active fraction was carried out on a Qtof2 instrument in the Electrospray mode.
Chemically synthesis of EDF and its derivatives. The chemically synthesized peptideWt EDF and the mutated EDF molecules (having 98% purity) were chemically synthesized for us by GenScript Corporation (Piscataway, NJ). These signals were assigned to four primary amide groups but did not show any NMR correlations with other protons or carbons in the 2D experiments. The doublet amide proton signals were correlated in the COSY spectrum with the corresponding a-protons of the amino acids (see Table S1 ) and the a-protons in turn were correlated with diasereotopic protons of methylene groups (based on the HSQC correlations) three of these fragments were assigned as aspargin units with aid of correlations between the methylene protons to the amide carbonyls. The indole unit of the Trp was assigned on the basis COSy, HSQC and HMBC correlations (see Table S1 ) Database search for small genes that may encode NNWNN.
SUPPORTING TEXT
Assignment of the proton and carbon signals of EDF by NMR.
We did a BLAST search of the peptide NNWNN against the translation of the genomic sequences of E.coli W3110 and E. coli K12 in 6 frames with Expect Value = 1000 and Word Size = 2. Full match could not be found. There were 12 matches of 4 out of the 5 amino acids per genome. We checked the genomic sequence upstream to these matches and there was no ATG immediately upstream in any of the sequences. Fig. S1 . mazEF-mediated cell death is dependent on cell density. E. coli strains optical density (OD 600 ) was measured, and 2 ml of the culture were centrifuged in 14,000rpm for 5 min. The supernatant was removed and filtrated in 0.22µ filter. In order to determine the EDF activity of the collected supernatants, EDF activity of the supernatant was determined as described (17).
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